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AMENDMENTS 




In The Specification 



On page 1, under the heading "PHOTON REDUCING AGENTS FOR 
FLUORESCENT ASSAYS", please delete the sentence, 

"This application claims the benefit of priority under 35 U.S.C. §1 19(e) to United States 
provisional application No. 60/054,5 1 9, filed 8/1/97." 



-This is a continuation of United States patent serial number 09/122,477 filed July 
or US fate** t/^mber 

23, 1998, now allowed, which claims the benefit of U.S. Provisional Application No. 
60/054,519 filed August 1 st 1997. 




oti for fluorescence assays, comprising: 
a)\^ a source of excitation light, for fluorescent excitation; 
vdetector, for measuring emission; and 
an aeneous sample, comprising; 

i) a^hirality of living cells in contact with a solid surface, 

ii) a firstWgent, comprising a photon producing agent, 

iii) a second reagent comprising a photon reducing agent, 
wherein said photqn reducing agent is substantially 

impermeant to a plasma membrane of a living mammalian cell, 
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wherein said photon reducing agent does not specifically 
bind to said membrane compartment, 

wherein said photon reducing agent has an absorption 
spectrum thatloverlaps with the absorption, emission or excitation 
spectrum of send photon producing agent, and 

wherein said photon reducing agent is present in said 
aqueous sample W an amount sufficient to reduce light emitted 
from said aqueous sample by at least 10 % compared to the light 
emitted from saidjaqueous sample in the absence of said photon 
reducing agent. 

The system of claimjitff wherein s^d solid surface is a bottom of a multiwell 
plate. 

The system of claini^lfwherein said ^nulti well plate has between 6 and 3,456 
wells. 

The system of clainiS'f, wherein said multiwell plate has greater than 384 wells. 



The system of claimjiQ; further comprising a temperature controller. 



The system of claim^JCf, further comprising a multi-axis translation stage to move 
a multiwell plated ^ 

v > 

$6. The system of claim^u, further comprising aufip focusing optics. 
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T*he system of clainu^offlirther comprising programmable control of imaging and 
dataoollection. — ~~ 



The system of clahn^^wherein said plurality of living cells comprises a target 
receptor. 





\ 



h$ claim 8<)fw 



The system of claimed, wherein said plurality of living cells comprises a target 
* ion channel. 




The system of cla\jn<JKf, wherein said plurality of living cells comprises a target 
intracellular nucleaft receptor. 



91 . *Fhe system of claim J$P^wherein said photon reducing agent is present in said 
aquebi^s sample at an amount sufficient to reduce light emitted from said aqueous 
sample by^ least 30 .% compared to the light emitted from said aqueous sample 
in the absencebf said photons reducing agent. 

92. The system of claim8^s^ierein^aid photon reducing agent is present in said 
aqueous solution at an amouirt sufficient to reduce light emitted from said 
aqueous sample by at least 50 %sCompared to the light emitted from said aqueous 
sample in the absence of said photos reducing agent. 

93. The system of claim 80, wherein said photoa reducing agent is present in said 
aqueous sample at an amount sufficient to reshape light emitted from said aqueous 
sample by between 70 and 99 % compared to tn^ light emitted from said aqueous 
sample in the absence of said photon reducing age^ 
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9$. Tite; system of claim &Cf s wherein said photon producing agent is selected from the 
group consisting of a fluorescent enzymatic substrate, a fluorogenic enzymatic 
substrate, asmember of a FRET pair, a molecule that detects voltage across a 
membrane of a, membrane compartment and an intracellular ion indicator. 




ffi The system of claim^^ wherein said photon producing agent is a fluorescent 
enzymatic substrate. 



enzymatic substrate. 



9J#\ The system of claim^, wherefQ said photon producing agent is a fluorogenic 



The system of claim/94, wherein said photon producing agent is a member of a 
FRET pair. 

yis. The system of clainp94,, wherein said photon producing agent is a molecule that 
detects voltage across a membrane. 

£- 

The system of claunJMs wherein said photon producing agent is an intracellular 
ion indicator. 

L0U. The system of claimed; wherein said photon reducing agentus selected from the 
group consisting oflTcbllisional quencher, a particulate, an absorption quencher, a 
FRET quencher and a dark complex. 



The system of claim IPC wherein said photon reducing agent comprises a 
particulate or colloidal quencher. 
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Xhe system of dainty wherein said photon reducing agent comprises a light 
absprbing dye. 

& " 

^JJ&3. The system of claiml02 } wherein said photon reducing dye is not a pH indicator 
dye. ' 

^KtfT The system X?f claim ipcC wherein said photon reducing agent comprises a FRET 
quencher. ~"~ 

1P5. The system of cteim 80, wherein said second reagent comprises at least two 
photon reducing agents. 

3*00. The system of claim Wo, wherein said second reagent comprises Tartrazine. 

tbs . l¥ • ■ ■ 

The system of claim L05.\wherein said second reagent comprises chromotrope 




2R. 

Wy fry \ 

The system of claim \££>, wheff in said second reagent comprises Acid Fuchsin. 

9h 



^ e system of clahnjjG)^^ second reagent comprises Patent Blue. 

LHf. The system of claim L0o, wherein sai<l second reagent comprises Acid Red 37. 

fry 

\Jfi. The system of claim 1#5, wherein said second reagent comprises chromotrope F8. 




1 12. The system of claififTOS, wherem^ud second reagent comprises Tartrazine. 
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The system of claim^tf, wherein said photon reducing agent improves the optical 
signal to noise ratio byal least 300 % compared to the optical signal to noise ratio ^ 



3+ 




in tin? absence of said at least one photon reducing agent. 



4. The system of claim^8(C wherein the steady state concentration of said photon 
reducing agent within said plurality of living cells is less than 50 %*of the 
concentration of said photon reducing agent outside of said plurality of living 
cells. 



5. The system af claim^O, wherein the steady state concentration of said photon 
reducing agent within said plurality of living cells is less than 30 % of the 
concentration said photon reducing agent outside of said plurality of living 
cells. 

fx * { ^ 

The system of clairt} 86; wherein the steady state concentration of said photon 



reducing agent within said plurality of living cells is less than 10 % of the 
concentration of said photon reducing agent outside of said plurality of living 
cells.-- 
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